. A. nidulans UspA has approximately 30 % sequence identity to human Usp15, Usp4 and Usp11.
(a) Alignment of protein sequences of human Usp15 (Q9Y4E8), Usp11 (P51784) and Usp4 (Q13107) with the fungal AN6354 (UspA, Q5AZC6) was performed using Clustal Omega alignment tool. Residues were coloured due to their similarity using the Boxshade online tool (version 3.21). The catalytic triad of Usp15 consists of C298, H891 and D908 [93] . These residues are conserved in human Usp11 and Usp4, as well as in the putative A. nidulans ortholog UspA. (b) UspA is encoded by a gene encompassing 4348bp, three exons and two introns. The protein is characterized by an N-terminal DUSP (domain specific for ubiquitin-specific proteases) domain and a 729 amino acid encompassing catalytic domain that contains the residues of the catalytic triad (in green) and zinc finger motifs (in orange) that are highly conserved in fungi like S. cerevisiae (P39538) or S. pombe (O60079) and human. (c) An overview about the length of the homologous proteins and their molecular weight is given according to information given on UniProt. Figure S2 . The amount of ubiquitinated proteins is not affected by CsnE. Fungal strains were grown for 20 h in liquid cultures and mycelia was harvested or afterwards shifted onto solid agar plates and incubated for 24 h in light to initiate asexual development or for 48 h in darkness to initiate sexual development at 37°C, respectively. Total cellular crude extracts were prepared from A. nidulans wild type, ΔcsnE and csnE comp strains to analyze the amount of ubiquitinated proteins. Proteins were separated on a 12 % SDS gel and afterwards blotted on a nitrocellulose membrane. Signals detected with the αUbiquitin antibody were normalized to Ponceau staining. The whole lane, framed in blue exemplarily for the wild type, was used for signal quantification. The standard error of the mean is shown of at least four biological replicates. Figure S3 . Localization of VeA and its interaction with VelB are independent of UspA. (a) VeA-GFP localization was analyzed with fluorescence microscopy of hyphae grown in liquid medium on cover slides for 20 h. VeA-GFP localizes in presence and absence of the deubiquitinase UspA inside nuclei that are visible in red due to RFP tagged histones. (b) GFP pull-down experiments with VeA-GFP as bait in wild type or ΔuspA background of cultures grown for 20 h in liquid medium were performed. Western blots revealed enrichment of VeA-GFP (indicated with red arrow) in the first two elution fractions (E1, E2). Co-purified proteins were identified with LC-MS and this revealed that the interaction of VeA with VelB is not dependent on UspA. ATT CGA GCT CGG TAC GTT TAA ACC GAA ACG CTA TTT  ATC CTG ATC  CM43  25mer  TTA GAT TTC TTT CAT TCT TTC TTT C   CM44  48mer  CCA AGC TTG CAT GCC GTT TAA ACT TTT TTT TGC TCC  TTT TAT TTC TTT  CM48 35mer GAA CAG AAC TTC CAG GTC AAG TCG TTC CTC TTC AC CM94 18mer CGT GGC GAT GGA GCG CAT 
